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     ABSTRACT 
A laboratory experiment was conducted to evaluate the efficacy of different biopesticides 
against the second instar larva of Helicoverpa armigera at International Crops Research 
Institute for the Semi-Arid Tropics during 2016-2017. Varied doses of biopesticides were 
used during experiment against second instar larvae of H. armigera and recorded the per 
cent morality. Among the selected biopesticides neem seed powder, HaNPV and Spinosad 
showed superior and recorded maximum per cent morality at 24 hr and 48 hr day after 
release. The metarhizium anisopliae, Streptomyces sp. and consortia were at par with each 
other. 
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INTRODUCTION 
The pod borer Helicoverpa armigera Hübner 
(Lepidoptera: Noctuidae) is among the most 
threatening plant pests, cosmopolitan in 
distribution and polyphagous in herbivorous 
nature (Wakil et al., 2009a, b; 2010).The 
larvae of H. armigera feed on leaves and 
stems but, they prefer buds, inflorescences, 
fruits and pods, thus causing significant 
damage to both vegetative and reproductive 
plant parts (Moral Garcia, 2006). A total of 
500 US$ million worth of soybean and cotton 
has been lost in Brazil by H. armigera where it 
has been introduced in recent past (Czepak et 
al., 2013). The H. armigera is the key 
production constraints in several crops 
including chickpea, pigeonpea, pea, lentil 
chilies, sunflower, tomato, tobacco and cotton 
crops. A viable and sustainable method for this 
polyphagous pest using the conventional 
approach of relying primarily on chemical 
pesticides has become increasingly costly 
nowdays, and resistance in several pest 
species, environmental impact, safety and 
accumulation of residues has been the primary 
cause of concern. Hence, there is an urgent 
need for the development of environment-
friendly management by adopting insect 
pathogens, antagonist or competitor 
populations of a third organism and botanicals 
to suppress the pest population, thus making it 
less abundant and less damaging to main crop 
(Gopalakrishnan et al., 2010, 2011a, 2011b; 
Murray et al., 2000). Microbial based 
insecticides spinosad has become so popular 
that it is now widely used by the organic 
farmers of Europe and America to manage H. 
armigera larval population under field 
conditions. Excessive use of synthetic 
insecticides worldwide warrants 
environmental and human health concerns, 
and urges researchers to develop safer 
alternatives for eco-friendly pest management 
(Cherry et al., 1997). The promising 
alternatives of insecticides would be Nucleo 
polyhedron virus (NPV), plant based products 
and new chemistry molecules which can be 
successfully included in the integrated pest 
management (IPM) program to lessen the 
resistance issues in the lepidopterous insects. 
Botanical pesticides act as a synergistic 
component in several IPM strategies and have 
the potential to help in the management of 
these pests as safe alternatives to synthetic 
insecticides (Schmutterer, 1995; Elshafie and 
Basedow, 2003; Lowery et al., 1993; Basedow 
  





et al., 2002). The bioagent Beauveria bassiana 
and Metarhizium anisopliae constitute about 
68 per cent of the entomopathogenic fungi as 
microbial pesticides (Faria and Wraight, 
2007). Among the alternatives, 
entomopathogenic fungi are getting serious 
attention due to their environmental safety and 
selectivity pest (Carner & Yearian 1989). The 
efficacy of entomopathogenic fungi is well 
documented by Nguyen et al. (2007), who 
reported promising results obtained from 
seven strains of M. anisopliae, B. bassiana and 
P. fumosoroseus against different larval stages 
of H. armigera. The fungal spores germinate 
and penetrate the cuticle by making germ 
tubes and proliferate in the hemolymph, which 
later produce new propagules (Zimmermann, 
2007). The performed lab tests for the isolates 
of M. anisopliae and B. bassiana on larvae of 
H. armigera and reported mortality rates 
ranging from 58% to 74 % (Douro Kpindou et 
al., 2012b). The use of synthetic insecticides 
to protect crops leads to some unfortunate 
consequences such as environmental pollution, 
pest resistance and toxicity to other non-target 
organisms. The limited success rates of these 
control methods explains the need for 
developing alternatives that are more effective, 
healthy and respectful of the environment and 
human health and more economically 
profitable. The spinosad can be used in any 
IPM programme for the control of H. 
armigera because they are considered among 
the best ecofriendly insecticides to control the 
lepidopteran pests (Ahmad et al., 2005). The 
main aim of this study was to reduce the load 
of synthetic chemical insecticides and evaluate 
the efficacy of some effective biopesticides 
viz., M. anisopliae, Streptomyces sp, HaNPV, 
Neem seed powder, consortia and spinosad 
under laboratory conditions against H. 
armigera for identifying best bio-agents which 
act as an alternate component of pest 
management for environmentally safe 
approaches. 
MATERIAL AND METHODS 
The chickpea grown seedlings of greenhouse 
were used for bioassays experiment with 
similar environmental conditions (27 ± 2
o
C, 
65-75% RH, and a photoperiod of 12:12 [L:  
                                                                     100 
D] h) at the International Crops Research 
Institute for the Semi Arid Tropics 
(ICRISAT), Patancheru, Telangana, India.  
Biopesticides  
The experiment was conducted in the 
biocontrol laboratory with four replication and 
seven treatment of biopesticides including 
control, the biopesticides like M. anisopliae, 
streptomyces, HaNPV, neem seed powder, 
consortia and spinosad which were prepared in 
the laboratory except for synthetic insecticide. 
The M. anisopliae (4.3 X 10
3





), Streptomyces (12.6 X 10
4
, 5.8 X 
10
5
 and 5 X 10
7
), HaNPV (10.10 X 10
6
, 4 X  
10
7 
and 3 X 10
8
) and neem seed powder 
(2.5gm, 5gm and 10gm) were performed by 
serial dilution with three different dilutions. 
The counting of spores was made after the 
serial dilution of the suspension by using 
doubled ruled Neubauer haemocytometer for 
determining the number conidia in 1ml of 
suspensions. The consortia were prepared with 
the  combination of the above four treatment 
and concentrations like 0.1mL/Lit, 0.3mL/Lit 
and 0.5mL/Lit for spinosad against second 
instar larvae of H. armigera.   
Rearing and maintenance of H. armigera 
Larvae of H. armigera were reared using 
chickpea-flourbased semisynthetic diet, as per 
the standard protocols of Narayanamma et al. 
(2007) and were maintained at a temperature 
of 27 ± 3 °C, with a relative humidity of 65–70 
%. 
Detached leaf bioassay 
The detached-leaf bioassay was performed as 
per Sharma et al. (2005) the 10 mL of 3 % 
agar-agar was poured into plastic bioassay 
cups positioned at an angle of 45° and the 
chickpea terminal branches with four leaflets 
along with the terminal bud were washed 
thoroughly in distilled water to avoid 
interference of exudates released by the plant. 
The branches were dipped in 5 mL of the each 
dilution for 5 min, then allowed to dry, and 
inserted into the agar containing bioassay cups 
and healthy larvae (pre-starved for 6 hrs) of 
similar weight were  released  for each 
experiment bioassay cups. There were four 
replications per treatment on each dilution or 
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concentrations. For each replication, twelve 
larvae were used and observations were 
recorded on 24hr, 48hr 72 hrs and days after 
release. 
                                   No of dead larvae 
Per cent mortality =                                  × 100 
                                   Total no of larvae 
Statistical analysis 
For statistical analysis of efficacy of 
biopesticides to H. armigera mortality due to 
the different biopesticides were analyzed using 
the programme SPSS 8.0 ANOVA. 
RESULT AND DISCUSSIONS  
Biopesticides on H. armigera larvae  
The efficacy of six biopesticides (M. 
anisopliae and Streptomyces sp. HaNPV, 
Consortia, one botanical insecticide (neem 
fruit powder) and one novel insecticide 
(spinosad) was tested against 2
nd
 instar larvae 
of H. armigera with three doses or dilutions of 
each treatment. The mortality was observed at 
24, 48 and 72 hrs after treatment. The 
laboratory studies showed the significant 
differences in efficacy among the biopesticides 
at different concentrations or dilutions against 
2
nd
 instar larvae of H. armigera. M. anisopliae 
did not cause the mortality of larvae at 24 hrs 
after treatment with different concentrations. 
The infectivity of M. anisopliae increased after 
48 hrs of treatments and the mortality was 50 
percent with the highest concentration (4.3 x 
10
3 
conidia / mL). There was no significant 
difference with other two concentrations of M. 
anisopliae. There was no mortality of larvae 
observed in control (Fig. 1.) The results are in 
contrary to the findings of Kulat et al., 2003 
who found the highest larval mortality 
(97.50%) of 2
nd
 instar larvae of H. armigera 
with 2.28 X 10
10
 conidia/rnl of M. anisopliae. 
Similarly, Gundannavar et al. (2006) found 
that young larvae were more susceptible than 
older after application of different dilutions of 
B. bassiana on larvae of H. armigera. In case 
of Streptomyces sp. the highest per cent 
mortality 66.67% was recorded in the 
concentration of (12.6 x 10
4
 colonies / mL) 
after 48 hrs of treatment and least 50 per cent  
mortality was found in concentration of (5 x 
10
7
 colonies / mL). There was no mortality of 
larvae after 72 hrs of treatment (Fig.1) The  
                                                                     101 
result were confirmation with Gopalakrishnan 
et al. (2016) who shows that purified 
metabolite of Streptomyces sp.  showed 70–
78% mortality in 2
nd
 instar larvae of H. 
armigera by detached leaf assay.  The three 
different dilutions of HaNPV showed the 
highest percent of mortality which was 91.67 
percent in dilution of 10.10 X 10
6
 POB / mL. 
Among three treatments, HaNPV showed 
higher mortality than M. anisopliae and 
streptomyces sp. (Fig. 1) Qayyum et al. (2015) 
observed that the susceptibility of H. armigera 
larvae decreased with later stage as greater 
mortality was recorded in second instar larvae 
in comparison to fourth instars larvae. Cherry 
et al. (2000) reported that the susceptibility of 
H. armigera depends on the larvae instars. 
Cowgill and Bhagwat (1996) reported HaNPV 
was more effective in killing H. armigera 
when applied to the H. armigera susceptible 
genotype (ICCC 37) of chickpea than on a H. 
armigera resistant genotype (ICC 506EB). 
 
Fig. 1. Effect of different  bioagents 
concentraion against H. armigera  
Neem seed powder did not cause mortality of 
larva upto 2 days whereas after 72 hrs of 
treatment it resulted in 100 per cent mortality 
at the concentrations of (10gm). The lowest 
concentration (2.5 gm) recorded the least 
mortality which was on par with 5gm 
concentration (Fig. 2). Neem seed kernel 
extract (NSKE 5%) was found most effective 
in reducing the larval population and pod 
damage by Prasad and Roy (2011). 
Azadirachtin interaction with development of 
H.armigera showed growth inhibitory and 
antifeedant activity of extracts from Melia 
dubia which was by Koul et al. (2000) 
 
  






Fig. 2. Effect of varied need seed powder 
concentraion against H. armigera  
The experimental results with spinosad after 
24hrs of treatment indicated 100 per cent 
larval mortality at a dose of 0.3mL/L and 
0.5mL/L which was significantly higher than 
the mortality obtained with lower 
concentrations viz., 0.1 mL/Lit (Fig. 3). Khan 
et al. (2010) reported that the different 
concentrations of Tracer 240 SC were tested 
under laboratory conditions against first and 
second instar larvae of H. armigera the result 
showed that spinosad is very effective. 
Maximum mortality was observed and they 
can be used in the IPM program of any crop. 
The present findings are in conformity with 
reports of Babar et al. (2012) who evaluated 
the larvicidal action of Spinosad against H. 
armigera and recorded more than 90 per cent 
larval mortality in the laboratory experiment 




Fig. 3. Effect of different concentrations of 
spinosad against H. armigera 
The experimental results with consortia 
(combinations of M. anisopliae, Streptomyces 
sp. HaNPV and neem seed powder with their 
respective dilutions) after 48 hrs of treatment 
showed 91.67 percent mortality. This 
treatment shows the significant differences 
among the treatments. There was no mortality 
in control (Fig.4). The present findings are in  
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conformity with those of Kulkarni et al. 
(2005), Ali et al. (2008) and Kale and Men 
(2008). They reported M. anisopliae, neem                                                                      
seed powder and their combinations as the 
most effective treatment in reducing H. 
armigera damage.  
 
 
Fig. 5. Consortia of Metarhizium, 
Streptomyces, neem seed powder and Ha NPV 
at various doses on H. armigera 
Acknowledgement 
The authors are highly thankful to 
Gopalakrishanan Subramaniam (Principal 
scientist), Biocontrol, Division of Crop 
Protection, at International Crop Research 
Institute for the Semi-Arid Tropics (ICRISAT) 
Patancheru for providing necessary facilities 
for carrying out this research work. 
REFERENCE 
Ahmad M., Saleem, M.A. and Ahmad, M.      
2005. Time – oriented mortality in 
leafworm, Spodoptera litura (Fab.) 
(Lepidoptera: Noctuidae) by some new 
chemistry insecticides. Pakistan Journal 
of Entomology, 27(1): 67–70. 
Ali G.A., Saleem, A., Zafar, A. and 
Muhammad, A. 2008. Efficacy of Neem 
(Azadirachta indica A. Juss) products 
against Helicoverpa armigera (Hubner) 
on chickpea. Science International 
(Lahore), 20(4): 281-283. 
Babar, K.S., T.M. Bharpoda, K. D Shah and 
R.C. Jhala 2012. Bio-efficacy of newer 
molecules of insecticides against chickpea 
pod borer, Helicoverpa armigera 
(Hubner). AGRES- An International e- 
Journal, 1(2): 134-147. 
Basedow, Th., Ossiewatsch, H.R., Bernal, 
Vega, J.A., Kollman, S., Elshafie, H.A.F. 
and Nicol, C.M.Y. 2002. Control of 
                                                                                                         JBiopest 10(2):99-104 (2017) 
  
Biopesticides against Helicoverpa armigera 
   
                   
JBiopest 5(1): 1-6  
 
 
 © 526 
aphids and whiteflies (Homoptera, 
Aphididae and Aleyrodidae) with 
different neem preparations in laboratory, 
greenhouse and field: effects and 
limitations. Journal of Plant Diseases & 
Protection, 109(6): 612-623. 
Carner, G. R., and Yearian, W. C. 1989. 
Development and use of microbial agents 
for control of Heliothis spp. In the USA. 
In E. G. King, & R. D. Jackson (Eds.), 
Proceedings of the workshop on 
biological control of Heliothis: increasing 
the effectiveness of natural enemies 
(1985, New Delhi, India) PP 467–481). 
Cherry, A.J., Rabindra, R.J., Parnell, M.A., 
Geetha, N., Kennedy, J.S. and Grzywacz, 
D. 2000. Field evaluation of Helicoverpa 
armigera nucleopolyhedrovirus 
formulations for control of the chickpea 
pod-borer, H. armigera (Hubn.), on 
chickpea (Cicer arietinum var. Shoba) in 
southern India. Crop Protection. 19: 51-
60 
Cherry, J.M., Ball, C.S., Weng, G., Juvik, R. 
and Schmidt, C. A. 1997. Genetic and 
physical maps of Saccharomyces 
cerevisiae. Nature 387: 67-73. 
Cowgill, S. E., and Bhagwat, V. R. 1996. 
Comparison of efficacy of chemical 
control and Helicoverpa NPV for the 
management of Helicoverpa armigera 
(Hubner) on resistant and susceptible 
chickpea. Crop Protection. 15: 241–246. 
Czepak, C., Albernaz, K.C, Vivan, L.M., 
Guimaraes, H.O. and Carvalhais, T. 2013. 
Primeiro registro deocorrencia de 
Helicoverpa armigera (Hubner) 
(Lepidoptera: Noctuidae) no Brasil. 
Pesquisa Agropecuaria Tropical 43:110–
113. 
Douro K., Djegui, O.K., Glitho, D.A. and 
Tamò, M. 2012b: Réponse des stades 
larvaires de Helicoverpa armigera 
(Hübner) (Lepidoptera: Noctuidae) 
application de champignons 
entomopathogènes Metarhizium 
anisopliae and Beauveria bassiana. 
Biotechnology Agronomle Société 
Environment 16(3): 283-293. 
 
                                                                     103 
Elshafie, H.A.F. and Basedow, Th. 2003. The 
efficacy of different neem preparations 
for the control of insects damaging 
potatoes and eggplants in the Sudan. Crop 
Protection, 22(8): 1015-1021. 
Faria, M.R. and de Wraight, M.P. 2007. 
Mycoinsecticides and mycoacaricides: a                                                                              
comprehensive list with worldwide 
coverage and international classification 
of formulation types. Biological Control, 
43(3): 237-256. 
Gopalakrishnana, S., Rajendran, V., 
Arumugam, S., Sharma, H. C., 
Vadlamudi, S., Bhimineni, R., Gonzalez, 
S. V., Meloc, T. M. and Nebojsa Simic. 
2016. Insecticidal activity of a novel fatty 
acid amide derivative from Streptomyces 
species against Helicoverpa armigera. 
Natural Product Research, 
http://dx.doi.org/10.1080/14786419.2016.
1154055. 
Gundannavar K.P., Lingappa S. and Giraddi 
R.S. 2006. Susceptibility of Helicoverpa 
armigera (Hübner) to Beauveria bassiana 
(Balsamo) Vuill. Kartanaka Journal of 
Agricultural Science. 19: 952-953. 
Kale, S.N. and Men, U.B. 2008. Efficacy of 
microbial insecticides and their 
combinations against Helicoverpa 
armigera (Hub.) on chickpea. Journal of 
Biological Control 22(1): 205-208. 
Khan, R.R., Zia, K., Salman, W. and Salman, 
B. 2010. Efficacy of tracer 240 sc and 
steward 150 SC against first and second 
instar larvae of Helicoverpa armigera by 
using the leaf dip method. Journal of 
Plant Protection Research 50(4): 439-
441. 
Koul, O., Jain, M.P. and Sharma,V.K. 
2000.Growth inhibitory and antifeedent 
activityof extracts from Melia dubia to S. 
litura and H. armigera larvae, Indian 
Journal of Experimental Biology 38(1) 
63-68.  
Kulat, S. S., Patil, P. R., Nimbalkar, S. A., 
Patil, P. S. and Sarnaik, P. K. 2003. 
Bioassay of Merarhizium anisoplicre 
against pigeonpea pod borer Helicoverpo 
  





ormigrro. International chickpea and 
pigeonpea News letter 10: 55-56. 
Kulkarni, K.A., Kambrekar, D.N. and 
Gundannava,r K.P. 2005. Management of 
Helicoverpa armigera Hubner on 
chickpea through biopesticides. 
Karnataka Journal of Agricultural 
Sciences 18(4):1114-1116. 
Lowery, D.T., Isman, M.B. and Brad, N.L. 
1993. Laboratory and field evaluation of 
neem for the control of aphids 
(Homoptera: Aphididae). Journal of  
Economy Entomology  86(3) : 864-870. 
Moral Garcia F.J. 2006. Analysis of the 
spatiotemporal distribution of 
Helicoverpa armigera (Hubner) in a 
tomato field using a stochastic approach. 
Biosystem  England 93: 253–259. 
Narayanamma, V.L., Sharma, H.C., Gowda, 
C.L. and Sriramulu, M. 2007. 
Mechanisms of resistance to Helicoverpa 
armigera and introgression of resistance 
genes into F1 hybrids in chickpea. 
Arthropod Plant Interaction 1: 263–270. 
Nguyen, T. H. N., Borgemeister, C., Poehling, 
H., and Zimmermann, G. 2007. 
Laboratory investigations on the potential 
of entomopathogenic fungi for biocontrol 
of Helicoverpa armigera (Lepidoptera: 
Noctuidae) larvae and pupae. Biocontrol 
Science and Technology, 17: 853–864. 
Prasad, A and Roy, S.B. 2011. 
Histoarchitrchural alteration in the mid 
gut tissue of fourth instar larvae of gram 
pod borer Helicoverpa armigera (Hub.) 
fed with leaf extract of plant Lantana  
camara (L). International Journal of 
Pharma and Bio Sciences, 2(1): 613-620  
Qayyum, M.A., Wakil, W., Arif, M.J. and 
Sahi, S.T. 2015. Bacillus thuringiensis 
and Nuclear Polyhedrosis Virus for the 
enhanced Bio-control of Helicoverpa 
armigera. International Journal of 
Agriculture & Biology, DOI: 
10.17957/IJAB/15.0025 
 
                                                                     104 
Schmutterer, H. (Ed.) 1995. The neem tree. 
Source of unique natural products for 
integrated pest management, medicine,                                                      
industry and other purposes. Weinheim, 
New York, Basel, Cambridge, Tokyo 
(VCH). 
Sharma, H.C. 2005. Heliothis / Helicoverpa 
management: emerging trends and 
strategies for future research. Oxford and 
IBH Publishers, India. 
Wakil, W., Ashfaq, M., Ghazanfar, M.U., 
Afzal, M. and Riasat, T. 2009a. Integrated 
management of Helicoverpa armigera in 
chickpea in rainfed areas of Punjab, 
Pakistan. Phytoparasitica, 37: 415‒420. 
Wakil, W., Ashfaq, M., Kwon Y.J. and 
Ghazanfar M.U. 2009b. Trends in 
integrated pest management strategies for 
the control of Helicoverpa armigera 
(Hübner) caterpillars on chickpea (Cicer 
arietinum L.). Entomology Research 39: 
84‒88. 
Wakil, W., Ghazanfar, M.U., Kwon, Y.J., 
Qayyum M.A. and. Nasir, F. 2010. 
Distribution of Helicoverpa armigera 
Hübner (Lepidoptera: Noctuidae) in 
tomato fields and its relationship to 
weather factors. Entomology Research 40: 
290‒297. 
Zimmermann, G. 2007. Review on safety of 
the entomopathogenic fungus 
Metarhizium anisopliae. Biocontrol 


















Department of Entomology, Indira Gandhi 
Krishi Vishwavidyalaya, Raipur, 492012, 
Chhattisgarh, India. 
2
International Crops Research Institute for the 
Semi-Arid Tropics (ICRISAT), Patancheru 
502324, Hyderabad, Telangana, India. 
*Corresponding author  
E-mail:Sagale855@gmail.com. 
 
